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. Validation of microarray data. TDB-induced expression of CD1d, Ly6C, and Arg1. Signal intensity values of Affymetrix probe sets for CD1d, Ly6C, and Arg1 are shown on the left side. For analysis of surface expression of CD1d and Ly6C by flowcytometry, BMMs were harvested 72 h after stimulation with TDB or CpG and stained with FITC-labeled antibodies. Shown are histogram overlays of BMMs treated as indicated by the color code next to the histograms. Induction of Arginase enzymatic activity was measured from BMM lysates harvested at the indicated time points after stimulation of IFN-g-primed BMM. Data are representative of two experiments. Figure S3 . DC activation by TDB and TDM. DCs were stimulated for 48 h with 100 ng/ml LPS, 1 µM CpG, and TDB, TDM, or Curdlan (all at 100 µg/ml), followed by analysis of nitrite and TNF-a levels in the supernatant. Representative of three experiments. (bottom) Results from a side-by-side comparison of TFN-a production from DCs and BMMs in response to increasing concentrations of TDB are shown. Figure S4 . Myd88 independence of TDB-induced IL-6 expression. IFN-g-primed BMMs were stimulated for 48 h with 20 µg/ml TDB and 1 µM CpG, followed by analysis of IL-6 expression at the mRNA (left) and protein level (right) by qRT-PCR and ELISA, respectively. nd, below detection limit. Mean and SD of four replicates, representative of three experiments. Figure S5 . Syk dependence of TDB-induced IL-6 and IL-1b production. WT and Syk 2/2 BMMs were stimulated for 96 h before supernatants were analyzed for IL-6 and IL-1b production by ELISA. Mean and SD from triplicate wells. Representative of two experiments. Figure S6 . Inhibition of TDB-and TDM-induced NO release by Piceatannol. Plates coated with TDB and TDM (2 µg/ml each) were used to titrate Piceatannol as indicated. BMMs were added (250,000/well), followed by addition of LPS to a final concentration of 100 ng/ml were indicated, and of IFN-g to a final concentration of 10 ng/ml in all wells. Supernatants were harvested after 48 h and analyzed for nitrite content. Data shown are mean and SD of triplicate wells from one of two experiments. Figure S7 . Card9 dependence of TDB-induced NO production. IFN-gprimed WT, Card9 1/2 , and Card9 2/2 BMMs were stimulated in triplicate wells as indicated (CpG 1 µM, TDB in micrograms per milliliter) for 66 h before analysis of supernatants for nitrites. Mean and SD of triplicate wells, representative of three experiments. Figure S8 . Card9 dependence of cytokine production by DCs. WT and Card9 2/2 DCs were stimulated for 72 h, followed by analysis of IL-1b, IL-6, and TNF-a levels in the supernatants. Shown are the mean and SD from triplicate stimulations, representative of two independent experiments. In the middle and right graphs, a log-scale was used. Figure S9 . Card9-dependent activation of NF-kB by TDB in DCs. BMDCs from WT and Card9 2/2 mice were stimulated with 30 µg/ml TDB or 100 ng/ml LPS for the indicated times; nuclear lysates were analyzed by electrophoretic mobility-shift assay for NF-kB DNA binding activity. NF-Y was analyzed as a loading control. Data are representative of three independent experiments. Figure S11 . Fcer1g 2/2 BMMs fail to increase expression of Il6 after stimulation with TDB. WT, Dap12, and Fcer1g 2/2 BMM primed with IFN-g were stimulated for 48 h with TDB (20 µg/ml in suspension) or CpG (1 µM) followed by analysis of RNA by qRT-PCR. Mean and SD of quadruplicate samples. The experiment was performed twice with similar results. Figure S10 . Dectin-1-independent expression of Nos2, Il6, and Il1b after stimulation with TDB and TDM. WT and Dectin-1 2/2 BMMs primed with IFN-g were stimulated for 48 h with Curdlan (100 µg/ml). LPS (100 ng/ml), TDB, and TDM (both coated to plastic plates at 1 µg/ml). RNA was analyzed by qRT-PCR in quadruplicates. Mean and SD of fold changes normalized to medium controls.
